work we used Oxoid Diagnostic Sensitivity Test Agar Base (C.M. 261) (Lancet, 1970) until we found Blood Agar Base more satisfactory.
Stock solutions of vancomycin (3,000 ,ug./ml.), colistin methane sulphonate (20,000 units/ml.), and trimethoprim (5,000 [sg./ml.) are prepared and a 10 per cent. solution of saponin is sterilized by autoclaving at 15 lb. for 15 min. The solutions are then mixed aseptically in the following proportions: vancomycin 10 ml., colistin 50 ml., trimethoprim 10 ml., and saponin 30 ml. Aliquots of 10 ml. of this mixture are stored at -20°C. Nystatin is reconstituted to produce a suspension containing 12,500 units/ml. and is used immediately. Each batch of VCNT medium is made up by preparing to a final volume of 1 litre, Oxoid Blood Agar Base No. 2 cooled to 50CC., to which are added 100 ml. horse blood, 10 ml. VCT saponin mixture, and 10 ml. nystatin suspension. Plates are then poured immediately, and used within 48 hrs.
PRELIMINARY INVESTIGATIONS
Minimum inhibitory concentrations (MICs) of trimethoprim for 365 strains of N. gonorrhoeae, and for 63 strains of Proteus species, and MICs of vancomycin for 417 strains of N. gonorrhoeae, were determined by methods described elsewhere (Phillips, Rimmer, Ridley, Lynn, and Warren, 1970) . All the gonococci used in this part of the study were isolated on non-selective medium. Twenty freshly isolated strains of N. gonorrhoeae were sub-cultured in parallel on VCNT and the same medium without antibiotics (LBA), which had been found in previous work to yield good growth of gonococci.
LBA in one series, and on VCNT alone in a second larger series.
Female patients Smears of pus from the urethra, cervix, vagina, and rectum were stained by Gram (Thin, 1970; Thin, Williams, and Nicol, 1971 (Thayer and Garson, 1965) . This method of identification was checked by sugar fermentation reactions of a proportion of the strains, and fermentation reactions were also used to identify the few gonococcal strains that failed to grow on VCNT. (Phillips, 1970) showed that contaminated samples were more likely to yield a recognizable growth of gonococci on this medium than on any previously available to us. Further experience with VCNT has not changed this conclusion.
Results

PRELIMINARY STUDY
In the series of cultures from males with gonorrhoea now reported, the gonococcus was isolated in 24 per cent. from VCNT but not from LBA. This is a higher discrepancy than would be expected, due in part to an unusual degree of contamination of specimens, but also to a paradoxical failure to find gonococci on LBA, not explicable by overgrowth in about half of these cases.
For cultures from females, although we did not make a simultaneous study of VCNT and LBA, a comparison of the present series with an earlier one from St. Thomas' Hospital using non-selective medium (Thin and others, 1971) suggests that the use of VCNT has increased the isolation rate for gonococci by about 10 per cent. by suppressing other organisms. Seth (1970) Odegaard (1971) reported good results with the same concentration of trimethoprim in a Thayer-Martin type medium. It would seem important that there should not be too much trimethoprim in the medium. Seth (1970) based his use of 8 Ftg./ml. on the finding that 44 strains of Neisseria gonorrhoeae all grew on 8 ,ug./ml. trimethoprim. However, in an examination of about 400 strains, we have found that between 12 and 22 per cent. of gonococci would have MICs of 5 [±g./ml. -we cannot be more accurate as our series of antibiotic concentrations for MICs included 3 .tg./ml. and 6 ,ug./ml. but not 5 ,g./ml. In addition, 9 per cent. were inhibited by 3 ,tg./ml. vancomycin. From these results one would predict that up to 30 per cent. of strains of gonococci might fail to grow on VCNT. The series of parallel cultures of urethral pus from males with gonorrhoea showed that this did not happen: only 1 5 per cent. of strains grew on LBA but not VCNT, and strains in which vancomycin or trimethoprim MICs were below 3 ,ug./ml. almost invariably grew on VCNT. This further paradox is at present awaiting an explanation. It therefore seems possible that a concentration of trimethoprim of 5 ,g./ml. is reasonable in that it will inhibit most strains of Proteus without inhibiting the large majority of strains of N. gonorrhoeae.
Our failure to isolate gonococci on either medium from samples from 7 per cent. of males with evidence of gonorrhoea on Gram-stained films is disappointing. We are examining clinic and laboratory procedure, which we think may be at fault, but it is possible that LBA is not as good for the isolation of gonococci as it is for their subsequent culture. Riddell and Buck (1970) compared chocolate agar with our formulation of LBA and found them equally effective, although they did not study directly the relatively simple problem of the culture of gonococci from males. It is noteworthy that Schroeter and Pazin (1970) (Table III) . Eight per cent. of specimens had positive results to Gram-stained films with organisms indistinguishable from those in the rest, but culture results were negative. As a proportion of all females with positive Gramstained films, this is higher than in males, and may have a similar but as yet unknown explanation.
When culture on VCNT was compared with immunofluorescence staining by either direct or delayed methods, there were initially almost 25 per cent. of women who had positive results to smears but negative culture results. With increasing experience this proportion fell to 14 per cent. and then to 8 per cent. In the earlier study already referred to, Thin and others (1971) found positive results by delayed immunofluorescence in samples from 125 women and by direct immunofluorescence in 119; and positive culture results on non-selective medium in 85-that is 24 per cent. with positive immunofluorescence and negative culture results. As Reyn (1969) has pointed out, the results in this type of investigation will depend on the medium, the techniques, and the specificity of the antiserum. We used Difco antiserum characterized by Thin (1970) in the way he described, including the staining of control slides which always gave satisfactory results. It would be naive to suppose that the method is always specific for N. gonorrhoeae and it is possible that some of our discrepancies are due to nonspecific fluorescence or cross-reactions. However, in a few cases, organisms in every way characteristic of gonococci by immunofluorescence fail to grow, just as do organisms typical of gonococci in Gramstained smears of samples from both men and women. For these reasons, it is not surprising that with somewhat different techniques some workers have found that delayed immunofluorescence yields more positive results than culture on media of various types (Fry and Wilkinson 1964) ; Lucas, Price, and Thayer, 1967) , that some have found the results of immunofluorescence and culture on selective media to correspond very closely (Lind, 1969) , and that others have had more positive results from culture than from immunofluorescence (Martin, Peacock, and Thayer, 1965; McGill, Moffett, Masterton, and Schofield, 1969) . In addition to this, Schmale, Martin, and Domescik (1969) found that cultures were negative at the first examination in 6 to 8 per cent. of infected females, a factor that we did not take into account. The addition of trimethoprim to the selective medium has not resolved these discrepancies. We agree with Lind (1969) that it would seem wise to use both culture on the best selective medium and the delayed immunofluorescence method whenever possible.
Our results of cultures from different sites in females suggest that, if the maximum number of isolations of gonococci is to be made, specimens from the urethra and cervix, and also from the rectum, should be cultured. However, if only cervical and rectal samples had been cultured, only three patients out of 198 would not have been diagnosed by this method. This is in agreement with the findings of Schmale and others (1969) 
